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INTRODUCTION 

Fragile X syndrome (FXS) is the most common heritable form of intellectual disability, the most common 
single-gene form of autism, and a relatively common cause of epilepsy. The syndrome is caused by partial or 
complete silencing of the fragile X (FMR1) gene when a CGG-repeat element in the gene expands to more 
than 200 repeats, leading in turn to loss of the FMR1 protein (FMRP). The protein is important for brain 
development, and its loss is accompanied by both intellectual and behavioral disability. Accordingly, the central 
objective of the proposed research is identification of therapeutic agents that stimulate production of FMRP 
from residual FMR1 messenger (m)RNA in neurons, thereby reversing the effects of decreased gene activity. 
Our approach is to block the interactions between microRNAs and the 3’ non-coding portion of the FMR1 
message; such interactions are known to decrease protein production, so blocking such interactions should 
raise FMRP levels. Increasing the expression of FMRP holds the potential to correct ALL of the clinical 
domains of fragile X syndrome, including epilepsy-like activity observed for both those with FXS and carriers of 
smaller CGGrepeat expansions. Finally, posttraumatic stress disorder (PTSD) has been described in fragile X 
syndrome and in premutation carriers. Thus, the proposed studies may lead to treatments that reduce the 
PTSD risk as well, an issue of importance for the military personnel. Since the prevalence of fragile X 
syndrome is approximately 1 in 3,000 to 4,000 in the general population, nearly two-thousand children of 
service personnel are likely to have fragile X syndrome, with a much larger number (~7,500) of active military 
personnel being carriers of an expanded (premutation) form of the FMR1 gene. 
  
BODY 
Task 1 (inclusive of sub-tasks 1a, b, c). Identification of cis-elements for translational up-regulation 
within the FMR1 mRNA non-coding regions (timeframe, < 18 months; Hagerman). 

Overview of progress: In our original proposal under this task, we had described the development of a 
surrogate (reporter) mRNA that contains all elements of the FMR1 mRNA sequence except for the substitution 
of a reporter protein (eGFP) coding region for the FMRP coding region. This reporter plasmid was to be 
transfected into control and expanded-CGG-repeat–bearing fibroblast lines. The primary reporter plasmid (no 
modifications to cis-elements) has been constructed, and the construct has been transfected into control and 
expanded-CGG-repeat–bearing human fibroblast lines. The transfection efficiency has been ~50%, as 
determined by in situ eGFP when examined under epifluorescence. 

Although our transfection protocol has been optimized for fibroblasts, the same protocol produces significant 
toxicity when applied to neurons derived from either human iPSCs or the mouse premutation model. We have 
therefore piloted a second method that uses the cell penetrating peptide, penetratin (review: Dupont et al., 
2011). Four-day-in-vitro (DIV) mouse neurons were exposed to penetratin conjugated to Alexa 488 fluorophore 
for 24 hours. Optimization of the peptide concentration and exposure protocol yielded over 40% of the neurons 
showed strong internalization of the dye into the cytosol.  

During the course of these experiments, we realized that an important approach to the same problem would 
be to use the native protein (FMRP) as a “reporter” to block various targets along the 3′UTR of the FMR1 
message. In other words, as a complement to the studies with the exogenous (eGFP) reporter, we could use 
synthetic RNA analogues (e.g., BNAs; Prakash, 2011) to block the target sequences of one or more 
microRNAs along the FMR1 3′UTR. This approach does not suffer the adverse effects (partial transfection, 
transfection toxicity) associated with the eGFP reporter.  

Through the target blocking experiments, we have completed much of Task 1. In the first component of these 
experiments, we first determined the profile of all micro(mi)RNAs in the cell types under study, the idea being 
that it would do no good to block a site for which there was no appreciable miRNA. For the next component, 
we analyzed (in silico) the entire 2.2kb of the 3′UTR to determine which sequence elements fit criteria for 
miRNA binding (including strength of binding; ~100 targets). The combination of miRNA concentrations x 
target binding strength yielded a predicted set of targets for blocking (Figure 1).  

On the basis of the information in Figure 1, we designed a set of BNAs to act as target blockers and 
measured the change of endogenous FMRP following addition of the BNAs, singly or in combination (Figure 
2). The best target blocker was one that prevented the binding of miR19b, resulting in an average increase of 
~70% in the level of FMRP. However, an unexpected observation was that part of this increase is likely due to 
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protection of the mRNA from degradation, presumably through the action of miR19b in an RNAi capacity. 
These experiments represent a substantial completion of Task 1; however, additional experiments would be 
warranted to determine to what extent greater coverage of miRNA binding sites (simultaneous binding of 
multiple target blockers) further increase FMRP levels through a combination of increased mRNA stability and 
direct translational upregulation. 

 
Task 2. Small molecule screening of a specific (CNS-set ChemBridge) library of ~50,000 small 
molecules for candidates capable of increasing FMRP and eGFP levels in transfected fibroblasts 
(timeframe, <18 months; Hagerman). 

Overview of progress: We have obtained ~18,000 drug-like small molecules, each with increased 
probability of crossing the blood-brain-barrier, from ChemBridge (ChemBridge Corporation; San Diego, CA). 
The smaller number of compounds reflected the increased price of each compound for the formulation required 
for our experiments. Our original approach was to use each drug (in DMSO) plated into 384-well culture plates, 
followed by the addition of (eGFP transfected) fibroblasts. Levels of eGFP would be measured via plate-based 
fluorometry following various time intervals. Positive candidates would be those that increase eGFP 
fluorescence. As originally envisioned under Subtask 2a, small-molecule agonists that are found to increase 
the expression of eGFP would be subsequently validated by Western for FMRP.  

However, in the interim, we have found a far faster method for detecting endogenous FMRP levels, a FRET-
based approach originally described by Schutzius et al. (2013), and modified by Cisbio (Cisbio US, Bedford, 
MA). The idea behind this approach is that a protein can be detected if fluorescence donor- and acceptor-
labeled antibodies are bound to the same protein. This method is very rapid, has extremely low background, 
and is very sensitive to low levels of protein. The added bonus is that it would eliminate the need to use an 
eGFP reporter for a first step and a Western blot analysis for a second step – the assay can be performed on 
native FMRP in a single step and in a single well for each compound. We have therefore developed the 
method in our laboratory prior to screening the compounds; features of the approach are displayed in Figure 3.  

Figure 1. Graph of the relative “strength” of a 
predicted MRE based on the relative abundance of 
the targeting miRNAs and the predicted strengths of 
the miRNA-MRE interactions. The four highest peaks 
are, from left to right, MREs at nt 179 of the 3′UTR 
(miR19a,b), nt 631 (miR221, 222), nt 1738 (miR25, 
92a), and nt 2064 (miR23a,b). 

Figure 2. Box plot of the increase in FMRP 
expression in human dermal fibroblasts as a function 
of the concentration of the target blocker (BNA) for the 
MRE starting at nt 179 (miR19a, b). At the 
concentration of maximal effectiveness, the increase 
in FMRP is nearly two-fold. 
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Task 3. Creation of iPSC-derived and transdifferentiated neurons from fibroblast lines (timeframe < 24 
months; Hagerman and Pessah). 

Overview of progress: This task focuses on generating neuronal cell models that express FMR1 CGG-
expansion repeats in the high premutation to full mutation range using two approaches: (1) reprogramming 
fibroblasts to iPSCs and then promoting neuronal cell differentiation (i.e., establishing neural precursor cell 
(NPC) lines); and (2) direct transdifferentiation of fibroblast to neuronal cell lineage. Subtask 3a entails the 
production of at least two iPSC-derived neuronal pairs based on differential activity of normal or expanded X 
chromosome, 120-200 and >200 range, whereas Subtask 3b was to generate at least five transdifferentiated 
neuronal pairs based on differential activity of normal or expanded X chromosome. Using these lines, we 
would perform various morphological and functional analyses using single-cell methods.  

Thus far, we have subcloned several fibroblast lines from individuals with FMR1 alleles in the normal range 
(<35 CGG repeats), the mid-repeat range (40-100 CGG repeats), the high-repeat range (150-200 CGG 
repeats), and the FXS range (>200 repeats). Each fibroblast subclonal line is being characterized for stability 
of the CGG-repeat-expansion size, disruption of lamin A/C surrounding the nucleus, and functional measures 
of mitochondrial dysfunction; all are obligatory steps to producing iPSCs and the neural precursor cells (NPCs) 
derived from them. 

In this regard, we have determined that CGG-repeat size and FMRP expression levels remain consistently 
stable under established culture conditions for each fibroblast clonal line. A new and possibly complicating 
finding, particularly in the premutation ranges, is that FMR1 mRNA can vary depending on culture conditions, 
including time out from media changes, days in culture, and passage number. Since mRNA levels are an 
important determinant of FMRP levels in human patients, this new observation underscores the importance 
maintaining stringent experimental culture protocols when performing in vitro studies. Our preliminary findings 
indicate detectible alterations in basal and maximal mitochondrial respiratory capacity in fibroblasts expressing 
FMR1 CGG expansions. We are currently investigating whether a relationship among these parameters of 
mitochondrial function, FMRP, and FMR1 mRNA levels exist and are further exploring their underlying 
mechanisms.  

In year 1, we focused on a comparative analysis of two neuronal culture models of FMR1-related disorders. 
These studies expanded on our initial report identifying morphologic and functional differences between an 
isogenic pair of iPSC-derived NPCs derived from a female with a mosaic FMR1 premutation (Liu et al., 2012), 
a post-mortem human brain (Pretto et al., 2014), and similar abnormalities in the mouse premutation model 
(Cao et al., 2013; Cao et al., 2012; Kaplan et al., 2012). A detailed analysis has defined in some detail how 
FMR1 CGG-repeat size and developmental age in culture influence levels of FMR1 mRNA, FMRP, and the 

Figure 3. Initial validation studies of FMRP levels using the Casio FRET assay. (Left panel) Standard curve for 
FMRP (∆F, change in FRET-derived fluorescence signal using time-resolved fluorescence decay) using two 
distinct lysis buffer systems (MPER and RIPA). We discovered that RIPA results in substantial quenching. 
(Right panel) Comparison of ∆F (FRET) versus traditional Western blot approach; the FRET method is far 
faster and more accurate than Western methods. 
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patterns of neuronal morphology, including dendritic length and number per neuron (Figure 4). 
Neuronal FMR1 mRNA levels are highest in 170 CGG-repeat premutation alleles (pre170) (3-4 fold of wild 

type (WT)) and intermediate in pre98 (1.5-2 fold of WT) neurons, whereas FMRP levels are lowest in pre170 
(~50% of WT) and intermediate in pre98 (75-90% of WT) (Figure 4). 

These key genotype 
differences are seen as 
early as 4 DIV and extend 
throughout the critical 
timeframe needed for 
neuronal cultures to 
develop the dendritic 
complexity (Figure 4) and 
synaptic architecture 
(Chen et al., 2010) 
sufficient to engage 
spontaneous synchronous 
Ca2+ oscillations (SCOs; 
Figure 5) and electrical 
field potentials (Cao et al 
2012) across the networks 
they form. Our data 
indicates that the onset 
and progression of both 
morphological and functional abnormalities are highly dependent on the size of the FMR1 CGG expansion, 
with pre98 neurons (Figure 4B, upper panel) initially extending longer dendrites with similar number of 
dendritic branches (Figure 4B, lower panel) compared to WT at 4 and 7 DIV. By 21 DIV, both dendritic length 
and number of branches are significantly less than WT. This finding is sharply contrasted by the pre170 
neurons that produce less developed dendritic processes 
than either pre98 or WT neurons throughout the 
developmental timeframe measured to date (Figure 4B). 
Such genotype dependent differences in development of 
neuronal complexity are not limited to in vitro cell cultures 
as they have been detected in Golgi stains of premutation 
mouse brain sections (Berman et al., 2012; Wenzel et al., 
2010), and exhibited altered neuroplasticity in acute 
hippocampal slice preparations (Hunsaker et al., 2012).  

We directly compared the patterns of SCOs and 
responses to glutamate challenges elicited by hippocampal 
neurons cultured from the premutation mouse with iPSC-
derived NPCs at critical periods of neurodevelopment. Two 
observations consistent between the murine and human in 
vitro models significantly differ between FMR1 premutation 
and their corresponding normal neurons: (1) significantly 
higher frequency and clustering of Ca2+ oscillations in 
premutation neurons (Figure 5A), and (2) significantly 
prolonged responses to challenges with glutamate (Figure 
5B). 

Recently we provided evidence that abnormal glutamate transport is common both in human (Pretto et al., 
2014) and mouse (Cao et al., 2013) FMR1 premutation. The use of Ca2+ selective microelectrodes to record 
resting free cytoplasmic Ca2+ in the presence of tetrodotoxin (TTX ; to block SCOs) indicates that premutation 
neurons cultured from mice maintain chronically elevated cytoplasmic free Ca2+ compared to WT neurons 
(Figure 6). Such alterations in Ca2+ dynamics would be expected to not only influence activity dependent 
dendritic growth patterns, but also influence Ca2+-dependent signaling essential for maintaining normal 
synaptic connectivity.  

Figure 4: Developmental trajectory of hippocampal cultures from WT mice, and 
premutation knock-in mice expressing mid (pre98) and high (pre170) CGG repeats. (A) 
FMRP and FMR1 mRNA levels relative to WT. (B) Total dendritic length and number of 
branches (termini) per neuron. Mean +SEM *p<0.05; **p<0.01. 

Figure 5: Neurons derived from knock-in mice or 
human iPSCs exhibit early (7 DIV) abnormal Ca2+ 
dynamics (A) and response to Glu (B).  
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To further assess the potential impacts of altered Ca2+ dynamics 
observed with premutation neurons, we investigated whether the 
levels and patterns of expression of FMRP and FMR1 mRNA 
influence those of Cdk5 and ATM, two transcriptional factors critical 
for orchestrating nuclear and synaptic signals that maintain influence 
long term neuronal connectivity and neuronal survival, that when 
disturbed may promote progressive neuronal damage in a feed-
forward manner. Consistent with western blot data, 
immunofluorescence labeling of cultured hippocampal neurons from 
premutation mice show ~40-50% reduction of FMRP within soma. 
However, the levels of FMRP within the distal dendrites of 
premutation neurons are less than 15% than that found in wild type 
neurons (Figure 7). 

A new and potentially significant finding linking chronic Ca2+ 
dysregulation, abnormal synaptic connectivity (i.e., altered 
responses to Glu) and progressive impairments in neuronal 
health is that high premutation neurons (CGG >170) express 
much higher levels of both Cdk5 (~2-fold of wild type) and ATM 
(~1.5-fold) (Table 1). Importantly, initial results indicate that P-
ATM is upregulated ~5.5-fold in high premutation compared to 
wild type (Table 1). 

Taken together these are the first results to demonstrate a 
molecular signaling mechanism that involves chronic activation of 
two transcriptional factors commitment with an abnormal Ca2+ 
dynamics and distribution of FMRP in high-range premutation 
neurons. Upregulation and activation of Cdk5 and ATM, possibly 
the consequence of chronically elevated neuronal Ca2+, can 
produce feed-forward signaling that alters not only the integrity of 
nuclear DNA repair but also alteration in synaptic connectivity. 
 
Task 4. Extension of small molecule and antagomiR targeting of the FMR1 mRNA in mouse and human 
iPSC and transdifferentiated neurons (timeframe, < 36 months; Hagerman and Pessah). 

Brief overview: These studies, which have not yet commenced, will utilize human and mouse hippocampal 
neurons, as well as iPSC-derived and transdifferentiated neurons, to determine to what extent we can recover 
a neurotypical phenotype through up-regulation of FMRP. These studies will focus more on the electrical 
aspects of neuronal function, and will exploit FLIPR and MEA studies to look at network activity.  

 

KEY RESEARCH ACCOMPLISHMENTS 
• Quantified the effects of interfering with the miRNA-3′UTR interactions for the FMR1 gene; the best 

target blocker was one that resulted in an average increase of ~70% in the level of FMRP. An 
unexpected observation was that part of this increase is likely do to protection of the mRNA itself from 
degradation. 

• Developed and implemented a much faster method for quantifying the effects of various agents on the 
level of FMRP, using a FRET-based assay that allows rapid quantification of endogenous FMRP. 

Figure 6: Chronically elevated resting 
cytoplasmic Ca2+ ([Ca2+]rest) in pre170 
neurons augments with DIV. 

Figure 7: 7 DIV 
neurons red=FMRP, 
green MAP2B, blue 
DAPI. FMRP is 
markedly lower in 
pre170 dendrites than 
WT. 

Table 1. Elevated signaling proteins through chronic calcium 
dysregulation 
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• Completed subcloning of human fibroblasts from normal and FMR1 premutation individuals with FMR1 
expansion repeats in the mid-, high- and full range. 

• Successfully obtained iPSCs, and a pair of isogenic premutation iPSC-derived NPCs from a mosaic 
premutation patient. 

• Identified similar functional impairments in Ca2+ dynamics occur in both mouse premutation neurons 
and human iPSC-derived NPCs. 

• Identified evidence for mitochondrial dysfunction in mouse premutation neurons.  
• Discovered that although FMRP is modestly (25-40%) reduced relative to wild type, mouse high-range 

premutation neurons have nearly 7-fold less FMRP in their distal dendrites. 
• Preliminary results indicate that high-range premutation neurons in culture (and brain tissue) have 

increased levels of Cdk5, ATM and P-ATM compared to respective preparations from wild type. 
 
REPORTABLE OUTCOMES 

Reportable outcomes that have resulted from this research include: 
 
Pretto DI, Kumar M, Cao Z, Cunningham CL, Durbin-Johnson B, Qi L, Berman R, Noctor SC, Hagerman 
RJ, Pessah IN, Tassone F. Reduced excitatory amino acid transporter 1 and metabotropic glutamate 
receptor 5 expression in the cerebellum of fragile X mental retardation gene 1 premutation carriers with 
fragile X-associated tremor/ataxia syndrome. Neurobiol Aging. 2014 May;35(5):1189-97. 
 

CONCLUSION 
Our fundamental observation is that the native FMRP levels can be increased through blocking certain 

microRNA-mRNA interactions, since the protein is important for brain development, and its loss is 
accompanied by both intellectual and behavioral disability. Our research should lead to the development of 
therapeutic agents that increase the cellular production of production of FMRP. Increasing the expression of 
FMRP holds the potential to correct ALL of the clinical domains of fragile X syndrome. Moreover, since 
posttraumatic stress disorder (PTSD) has been described in fragile X syndrome and in premutation carriers, 
the proposed studies may lead to treatments that reduce the PTSD risk as well. 
 
 
REFERENCES 
 
Berman RF, Murray KD, Arque G, Hunsaker MR and Wenzel HJ (2012) Abnormal dendrite and spine 

morphology in primary visual cortex in the CGG knock-in mouse model of the fragile X premutation. 
Epilepsia 53 Suppl 1:150-160. doi:10.1111/j.1528-1167.2012.03486.x 

Cao Z, Hulsizer S, Cui Y, Pretto DL, Kim KH, Hagerman PJ, Tassone F and Pessah IN (2013) Enhanced 
asynchronous Ca2+ oscillations associated with impaired glutamate transport in cortical astrocytes 
expressing FMR1 gene premutation expansion. J Biol Chem 288:13831-13841. PMC3650419 

Cao Z, Hulsizer S, Tassone F, Tang HT, Hagerman RJ, Rogawski MA, Hagerman PJ and Pessah IN (2012) 
Clustered burst firing in FMR1 premutation hippocampal neurons: amelioration with allopregnanolone. 
Hum Mol Genet 21:2923-2935. PMC3373240 

Chen Y, Tassone F, Berman RF, Hagerman PJ, Hagerman RJ, Willemsen R and Pessah IN (2010) Murine 
hippocampal neurons expressing Fmr1 gene premutations show early developmental deficits and late 
degeneration. Hum Mol Genet 19:196-208. PMC2792156 

Dupont E, Prochiantz A and Joliot A (2011) Penetratin story: an overview. Methods Mol Biol 683:21-29. 
doi:10.1007/978-1-60761-919-2_2 

Hunsaker MR, Kim K, Willemsen R and Berman RF (2012) CGG trinucleotide repeat length modulates neural 
plasticity and spatiotemporal processing in a mouse model of the fragile X premutation. Hippocampus 
22:2260-2275. PMC3449027 

Kaplan ES, Cao Z, Hulsizer S, Tassone F, Berman RF, Hagerman PJ and Pessah IN (2012) Early 
mitochondrial abnormalities in hippocampal neurons cultured from Fmr1 pre-mutation mouse model. J 
Neurochem 123:613-621. PMC3564636 

6 



Liu J, Koscielska KA, Cao Z, Hulsizer S, Grace N, Mitchell G, Nacey C, Githinji J, McGee J, Garcia-Arocena D, 
Hagerman RJ, Nolta J, Pessah IN and Hagerman PJ (2012) Signaling defects in iPSC-derived fragile X 
premutation neurons. Hum Mol Genet 21:3795-3805. PMC3412379 

Prakash TP (2011) An overview of sugar-modified oligonucleotides for antisense therapeutics. Chem Biodivers 
8:1616-1641. doi:10.1002/cbdv.201100081 

Pretto DI, Kumar M, Cao Z, Cunningham CL, Durbin-Johnson B, Qi L, Berman R, Noctor SC, Hagerman RJ, 
Pessah IN and Tassone F (2014) Reduced excitatory amino acid transporter 1 and metabotropic 
glutamate receptor 5 expression in the cerebellum of fragile X mental retardation gene 1 premutation 
carriers with fragile X-associated tremor/ataxia syndrome. Neurobiol Aging 35:1189-1197. 
PMC4062976 

Schutzius G, Bleckmann D, Kapps-Fouthier S, di Giorgio F, Gerhartz B and Weiss A (2013) A quantitative 
homogeneous assay for fragile X mental retardation 1 protein. J Neurodev Disord 5:8. PMC3635944 

Wenzel HJ, Hunsaker MR, Greco CM, Willemsen R and Berman RF (2010) Ubiquitin-positive intranuclear 
inclusions in neuronal and glial cells in a mouse model of the fragile X premutation. Brain Res 
1318:155-166. PMC3086812 

 
APPENDICES 
N/A 

7 


	However, in the interim, we have found a far faster method for detecting endogenous FMRP levels, a FRET-based approach originally described by Schutzius et al. (2013), and modified by Cisbio (Cisbio US, Bedford, MA). The idea behind this approach is t...
	DOD_AnnualPR_TOC.pdf
	Body…………………………………………………………………………………..  1



<<

  /ASCII85EncodePages false

  /AllowTransparency false

  /AutoPositionEPSFiles true

  /AutoRotatePages /None

  /Binding /Left

  /CalGrayProfile (Dot Gain 20%)

  /CalRGBProfile (sRGB IEC61966-2.1)

  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)

  /sRGBProfile (sRGB IEC61966-2.1)

  /CannotEmbedFontPolicy /Error

  /CompatibilityLevel 1.4

  /CompressObjects /Tags

  /CompressPages true

  /ConvertImagesToIndexed true

  /PassThroughJPEGImages true

  /CreateJobTicket false

  /DefaultRenderingIntent /Default

  /DetectBlends true

  /DetectCurves 0.0000

  /ColorConversionStrategy /CMYK

  /DoThumbnails false

  /EmbedAllFonts true

  /EmbedOpenType false

  /ParseICCProfilesInComments true

  /EmbedJobOptions true

  /DSCReportingLevel 0

  /EmitDSCWarnings false

  /EndPage -1

  /ImageMemory 1048576

  /LockDistillerParams false

  /MaxSubsetPct 100

  /Optimize true

  /OPM 1

  /ParseDSCComments true

  /ParseDSCCommentsForDocInfo true

  /PreserveCopyPage true

  /PreserveDICMYKValues true

  /PreserveEPSInfo true

  /PreserveFlatness true

  /PreserveHalftoneInfo false

  /PreserveOPIComments true

  /PreserveOverprintSettings true

  /StartPage 1

  /SubsetFonts true

  /TransferFunctionInfo /Apply

  /UCRandBGInfo /Preserve

  /UsePrologue false

  /ColorSettingsFile ()

  /AlwaysEmbed [ true

  ]

  /NeverEmbed [ true

  ]

  /AntiAliasColorImages false

  /CropColorImages true

  /ColorImageMinResolution 300

  /ColorImageMinResolutionPolicy /OK

  /DownsampleColorImages true

  /ColorImageDownsampleType /Bicubic

  /ColorImageResolution 300

  /ColorImageDepth -1

  /ColorImageMinDownsampleDepth 1

  /ColorImageDownsampleThreshold 1.50000

  /EncodeColorImages true

  /ColorImageFilter /DCTEncode

  /AutoFilterColorImages true

  /ColorImageAutoFilterStrategy /JPEG

  /ColorACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /ColorImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000ColorACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000ColorImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasGrayImages false

  /CropGrayImages true

  /GrayImageMinResolution 300

  /GrayImageMinResolutionPolicy /OK

  /DownsampleGrayImages true

  /GrayImageDownsampleType /Bicubic

  /GrayImageResolution 300

  /GrayImageDepth -1

  /GrayImageMinDownsampleDepth 2

  /GrayImageDownsampleThreshold 1.50000

  /EncodeGrayImages true

  /GrayImageFilter /DCTEncode

  /AutoFilterGrayImages true

  /GrayImageAutoFilterStrategy /JPEG

  /GrayACSImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /GrayImageDict <<

    /QFactor 0.15

    /HSamples [1 1 1 1] /VSamples [1 1 1 1]

  >>

  /JPEG2000GrayACSImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /JPEG2000GrayImageDict <<

    /TileWidth 256

    /TileHeight 256

    /Quality 30

  >>

  /AntiAliasMonoImages false

  /CropMonoImages true

  /MonoImageMinResolution 1200

  /MonoImageMinResolutionPolicy /OK

  /DownsampleMonoImages true

  /MonoImageDownsampleType /Bicubic

  /MonoImageResolution 1200

  /MonoImageDepth -1

  /MonoImageDownsampleThreshold 1.50000

  /EncodeMonoImages true

  /MonoImageFilter /CCITTFaxEncode

  /MonoImageDict <<

    /K -1

  >>

  /AllowPSXObjects false

  /CheckCompliance [

    /None

  ]

  /PDFX1aCheck false

  /PDFX3Check false

  /PDFXCompliantPDFOnly false

  /PDFXNoTrimBoxError true

  /PDFXTrimBoxToMediaBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXSetBleedBoxToMediaBox true

  /PDFXBleedBoxToTrimBoxOffset [

    0.00000

    0.00000

    0.00000

    0.00000

  ]

  /PDFXOutputIntentProfile ()

  /PDFXOutputConditionIdentifier ()

  /PDFXOutputCondition ()

  /PDFXRegistryName ()

  /PDFXTrapped /False



  /CreateJDFFile false

  /Description <<



    /BGR <>

    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>

    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>

    /CZE <>

    /DAN <>

    /DEU <>

    /ESP <>

    /ETI <>

    /FRA <>

    /GRE <>



    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)

    /HUN <>

    /ITA <>

    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>

    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>

    /LTH <>

    /LVI <>

    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)

    /NOR <>

    /POL <>

    /PTB <>

    /RUM <>

    /RUS <>

    /SKY <>

    /SLV <>

    /SUO <>

    /SVE <>

    /TUR <>

    /UKR <>

    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)

  >>

  /Namespace [

    (Adobe)

    (Common)

    (1.0)

  ]

  /OtherNamespaces [

    <<

      /AsReaderSpreads false

      /CropImagesToFrames true

      /ErrorControl /WarnAndContinue

      /FlattenerIgnoreSpreadOverrides false

      /IncludeGuidesGrids false

      /IncludeNonPrinting false

      /IncludeSlug false

      /Namespace [

        (Adobe)

        (InDesign)

        (4.0)

      ]

      /OmitPlacedBitmaps false

      /OmitPlacedEPS false

      /OmitPlacedPDF false

      /SimulateOverprint /Legacy

    >>

    <<

      /AddBleedMarks false

      /AddColorBars false

      /AddCropMarks false

      /AddPageInfo false

      /AddRegMarks false

      /ConvertColors /ConvertToCMYK

      /DestinationProfileName ()

      /DestinationProfileSelector /DocumentCMYK

      /Downsample16BitImages true

      /FlattenerPreset <<

        /PresetSelector /MediumResolution

      >>

      /FormElements false

      /GenerateStructure false

      /IncludeBookmarks false

      /IncludeHyperlinks false

      /IncludeInteractive false

      /IncludeLayers false

      /IncludeProfiles false

      /MultimediaHandling /UseObjectSettings

      /Namespace [

        (Adobe)

        (CreativeSuite)

        (2.0)

      ]

      /PDFXOutputIntentProfileSelector /DocumentCMYK

      /PreserveEditing true

      /UntaggedCMYKHandling /LeaveUntagged

      /UntaggedRGBHandling /UseDocumentProfile

      /UseDocumentBleed false

    >>

  ]

>> setdistillerparams

<<

  /HWResolution [2400 2400]

  /PageSize [612.000 792.000]

>> setpagedevice



